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Amendments to the Claims 
Please amend claims 32-33, 47-48 and 74. 
Please cancel claims 34-35, 39, 72 and 73, 
Please add claim 77. 

This listing of claims will replace all prior versions, and listings, of claims in the application: 

Listing ofCMms: 
Claims 1-31. (Canceled) 

32. (Currently amended) A method of identifying an agent that affects isopeptidase 
activity of a polypeptide comprising: 

incubating a test agent with a polypeptide comprising a JAbl/Mpn domam 
Mrtqlloonsymo (JAM) Jabl/Mpn/]Vfnv34 Met.llnen^ f ta domain COnsistijJg essen(ially 
of an amino acid sequence of HXHXXXXXXXXXXD (SBQ ID NO:l), wherein H is histidine, 
D is aspartate, and X is any amino acid, wherein the polypeptide having isopeptidase activity 
deconjugates a modifier protein from a targe? protein by cleaving a peptide bond formed between 
the carboxy terminus of the modifier protein and a free amino group of the target protein in 
proximity to a metal ion; and 

detennining the isopeptidase activity afrembviiie^irin^^,^ of&effiQ^ggg 
protein from fre tar^t prnfn'n P&fpepMe in the presence and absence of the test agent, wherein a 
difference in rae-isopeptidase activity in the presence versus the absence of the test agent is 
indicative of an agent-tbat afifects-isopeptidase activity of the polypeptid e, and wherein the 
polypeptide isRpnl l. nrP rr u com pi eY , nr 

33. (Currently amended) The method of claim 32, wherein the JAM JAMM domain 
consists essentially of an amino acid sequence of GW(Y/r)H(S/T)HPXXXXXXSXXD (SEQ ID 
NO. 2), wherein G is glycine, W is tryptophan; Y is tyrosine, I is isoleucine, H is histidine, S is 
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serine, T is threonine. P is proline, D is aspartate, X is any amino acid, Y/I is either Y or I and 
S/T is either S or T. 

34. (Canceled) 

35. (Canceled) 

36. (Original) The method of cfoim 32, wherein the target protein has ubiquitin ligase 
activity. 

37. (Original) The method of claim 32, wherein the target protein is part of a protein 
complex having ubiquitin ligase activity. 

38. (Canceled) 

39. (Canceled) 

40. (Canceled) 

41 . (Previously Presented) The method of claim 32, wherein an increase in the 
amount of the target protein not conjugated to the modifier protein is indicative of an agent that 
increases deconjugation of the modifier protein from the target protein. 

42. (Original) The method of claim 32, wherein the target protein has the activity of 
peroxidase, alkaline phosphatase, or luoiferase. 

43. (Original) The method of claim 32, wherein the target protein is a fluorescent 
protein. 
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44. (Original) The method of claim 43, wherein the fluorescent protein is selected 
from the group consisting of green fluorescent protein, yellow fluorescent protein, cyan 
fluorescent protein and dsRed. 

45. (Original) The method of claim 43, wherein me target protein is a fluorescent 
protein via chemical modification. 

46. (Original) The method of claim 32, wherein the target protein causes production 
of a detectable signal upon deconjugation from the modifier protein. 

47. (Currently amended) The method of claim 32, wherein the polypeptide BbbUJs 
a polypeptide complex of 26S proteasome. 

48. (Currently amended) The meftod of claim 32, wherein the polypeptide Rnnlli s a 
polypeptide complex of 26S proteasome and fre modifier protein is an ubiquitin. 

49. (Original) The method of claim 47, wherein the incubation is conducted in the 
presence and absence of the test agent, the target protein, the 26S proteasome, and a 20S 
inhibitor. 

50. (Original) The method of claim 47, wherein the incubation is conducted in the 
presence and absence of the test agent, the target protein, the 26S proteasome, a 20S inhibitor, 
and ATP. 



51. (Original) The method of claim 50, wherein the incubation further includes 
inhibitor of deubiquitiuation by an ubiquitin isopeptidase. 



an 



52. (Original) The method of claim 47, wherein the target protein not conjugated to 
the modifier protein is not degraded. 
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53. (Original) The method of claim 47, wherein the target protein is Sic 1. 

i 

54. (Original) The method of claim 47, wherein the 26S proteasome is purifie4 from 

& cerevisiae. ; 

i 
i 

i 

55. (Original) The method of claim 47, wherein the 26S proteasome is purified from 
eukaiyotio cells. 

j 

56. (Original) The method of claim 47, wherein the 26S proteasome is purified from 
human cells. I 

j 

57. (Original) The method ofciajm 32, wherein the test agent is a member of a 
compound library selected from the group consisting of hydroxamate compound library, reverse 
hydroxamate compound library, carboxylate pompound library, thiol compound library, and 
phosphonate compound library, ■ 

58-71. (Canceled) 

72. (Canceled) \ 

73. (Canceled) 

74. (Currently Amended) The method ofclaim 73 32, wherein the method further 
comprises carrying out the incubation in the pj-esence of an inhibitor of degradation of the target 
protein. 

i 
i 

75. (Previously Presented) The method of claim 32. further comprising after the 
'incubation, determining whether the modifier protein remains conjugated to the target protein via 

OTy6436577.2 
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a peptide bond formed between the carboxy terminus of the modifier protein and a ftee amino 
group of the target protein. 

76. (Canceled) 

77. (New) The method of claim 32, wherein the polypeptide comprising the JAMM 
domain comprises AMSH1 and/or AMSH2, 



GT\6436S77i 
331326,94 



PAGE 7/21 * RCVD AT 417/2005 3:03:13 PM [Eastern Daylight Time] * SVfcUSPTMFXRM/28 ' DNIS:2730935 1 CSK): 1 DURATION (mm-ss):07-08 

BEST AVAILABLE COPY 



